Methods

Disaggregation of embryoid bodies
Briefly, for each experiment, about 100 EBs were mechanically detached and centrifuged at 500 rpm for 5 min and resuspended in 1 ml of "low Ca 2+ -medium" (120 mM NaCl, 5.4 mM KCl, 5 mM sodium pyruvate, 20 mM glucose, 20 mM taurine, 10 mM HEPES) for 15 min at room temperature. Then, cells were incubated in "low Ca 2+ -medium" supplemented with 1 mg/ml collagenase and 30 mM CaCl 2 for 30 min at 37°C. After centrifugation at 500 rpm for 5 min, cells were resuspended in complete culture medium and about 50,000 cells seeded on each 0.1% gelatin-coated coverslip. After 24 h, all cells were washed twice with PBS, fixed in 4% cold paraformaldehyde/PBS. Slides were kept at 4°C until usage. 
